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101
In this study, the effects of palm TRF on the H 2 O 2 -induced oxidative status and apoptosis 102 of neonatal rat cardiomyocytes (NRCM) were determined.
104 MATERIALS AND METHODS

105
106 Isolation of neonatal rat cardiomyocytes (NRCM) 107 Using a modified protocol which was described by Salameh and Dhein (2005), NRCM were 108 isolated from 1-to 2-day old Sprague-Dawley rats. The experimental protocol was approved by 109 
Universiti Kebangsaan Malaysia Animal Ethics Committee (FP/BIOK/2012/ZAKIAH/18-
JULY/450-APRIL-2013-APRIL-2016-AR-CAT2). With a pair of scissors, neonatal rat ventricles
111 were cut into small pieces of about 1 mm length and stored in a cold ADS buffer. Then, all the 112 tissues were enzymatically digested by collagenase type II (Worthington) and pancreatin (Sigma) 113 for 4 to 5 times in shaker incubator at 37°C. After each cycle, the supernatant (which contained 114 the isolated cells) was collected and suspended with fetal bovine serum (FBS). All supernatant 115 from the cycles were then pooled and centrifuged at 800 rpm for 5 minutes, after which they were 116 removed as well as resuspended in media containing DMEM, M199, 10% horse serum, 5% FBS, 117 100 U/L of streptomycin, and 100 U/L of penicillin. Pre-plating was performed by incubating the 118 cells for 45 minutes in a cell culture flask at 37°C in a humidified atmosphere containing 5% CO 2 .
119 This was done in order to reduce contamination by fibroblasts and to obtain cardiomyocytes of 120 high purity. Subsequently, the supernatant was collected and centrifuged at 800 rpm for 5 min. 121 The resultant cell pellets were resuspended overnight in the mentioned media before being 124 were then cultured for 3 to 4 days until synchronized beating NRCM were obtained.
125
126 Experimental group 127 The experiment proceeded with the treatment of the cells according to their groups: control group:
128 NRCM were incubated in media; H 2 O 2 group: NRCM were subjected to 0.5 mM H 2 O 2 for 30 129 minutes; palm TRF group: NRCM were supplemented with 10 μg/ml palm TRF for 24 hours; pre-130 treatment group: NRCM were supplemented with palm TRF (10 μg/ml) for 24 hours before they 131 were subjected to 0.5 mM H 2 O 2 for 30 minutes; and post-treatment group: NRCM were 132 supplemented with palm TRF after being subjected to 0.5 mM H 2 O 2 . List of primer sequence
